c. 



ecreting of the monoclonal antibodies in a hybridoma cell culture and isolation of 
th\ monoclonal antibodies from it or production of the monoclonal antibodies by 
injeVtion of the hybridoma cells into animals, and isolation of the monoclonal 
antib\dies from the body fluid of the animals. 




3 . (Amendted) A monoclonal antibody according to claim 1 , with the hybridoma cells 
enabled to produce monoclonal human-CD28 specific animal antibodies being available through 

a) creation o\a plasmid by means of insertion of human-CD28 cDNA into the pHpAPr- 
1-neo vector following excision of the Sall-Hindlll fragment and production of 
protoplasts flpm Escherichia coli (MCI 061) which carry the plasmid, 

b) fusing of the\protoplasts with mouse A20J and/or L929 tumour cells using 
polyethylene glycol, 

c) cultivation of theVtransfected cells received in b) above, 

d) screening of the ttemsfected mouse A20J and/or L929 cells for the expression of 
human CD28 and selection of mouse A20J and/or L929 cells expressing human- 
CD28, 

e) immunization of Ba\b/c mice with mouse A20J and/or L929 cells expressing 
human-CD28, 

f) removal of spleen cells oVthe mice immunized in this way and fusing the spleen cells 
with cells of the cell line X63-Ag 8.653 by means of polyethylene glycol, 

g) selection of the hybridomaVjells received in this way with the condition that in the 
supernatant of selected hybrdpma cells there are antibodies contained which bind on 
human CD28 expressing moutee A20J and/or L929 cells, and 

h) cultivation/sub-cloning of the\elected hybridoma cells obtained in g) above and 
isolating the monoclonal antibodies. 



4. (Amended) A hybridoma cell for thfe production of a monoclonal antibody according 
to claim 1, which is available through the following 
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a) \eation of a plasmid by means of insertion of human-CD28 cDNA into the pHpAPr- 
1-neo vector following excision of the Sall-Hindlll fragment and production of 
protopksts from Escherichia coli (MCI 061) which carry the plasmid, 
fusing ofShe protoplasts with mouse A20J and/or L929 tumour cells using 
polyethylene 

cultivation of the\transfected cells received in b) above, 

screening of the trWected mouse A20J and/or L929 cells for the expression of 
human CD28 and sele^ion of mouse A20J and/or L929 cells expressing human- 
CD28, 

e) immunization of BALB/c rm^e with mouse A20J and/or L929 cells expressing 
human-CD28, 

f) removal of spleen cells of the miceVmunized in this way and fusing the spleen cells 
with cells of the cell line X63-Ag 8.65^ means of polyethylene glycol, and 

g) selection of the hybridoma cells received ^this way with the condition that in the 
supernatant of selected hybrdoma cells there af & antibodies contained which bind on 
human CD28 expressing mouse A20J and/or L92Q cells. ; 



13. (Amended) A monoclonak antibody according to claim 2, enabled to produce 
lonoclonal human-CD28 specific animal anybodies being available through 
y a) creation of a plasmid by means ctf insertion of human-CD28 cDNA into the pH0APr- 
\ 1-neo vector following excisionVf the Sall-Hindlll fragment and production of 

) protoplasts from Escherichia coli (NIC 1 06 1 ) which carry the plasmid, 

/ b) fusing of the protoplasts with mouse A20J and/or L929 tumour cells using 
polyethylene glycol, \ 

c) cultivation of the transfected cells received in b) above, 

d) screening of the transfected mouse A20J a^d/or L929 cells for the expression of 
human CD28 and selection of mouse A20J a^d/or L929 cells expressing human- 
CD28, 
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e) immunization of BALB/c mice with mouse A20J and/or L929 cells expressing 

hiiman-CD28, 

f) removal of spleen cells of the mice immunized in this way and fusing the spleen cells 
with cells of the cell line X63-Ag 8.653 by means of polyethylene glycol, 

g) selection Vf the hybridoma cells received in this way with the condition that in the 
supernatantVf selected hybridoma cells there are antibodies contained which bind 
human CD28 expressing mouse A20J and/or L929 cells, and 

h) cultivation/sub-cloning of the selected hybridoma cells obtained in g) above and 
isolating of the antictpdies therefrom. 

14. (Amended) A hybridomascell for the production of a monoclonal antibody according 
to claim 2 which is available through the tallowing: 

a) creation of a plasmid by means^of insertion of human-CD28 cDNA into the pHpAPr- 
1-neo vector following excisionSof the Sall-Hindlll fragment and production of 
protoplasts from Escherichia coli (mC1061) which carry the plasmid, 

b) fusing the protoplasts with mouse A20JWd/or L929 tumour cells using polyethylene 
glycol, \ 

c) cultivation of the transfected cells received inJ?) above, 

d) screening of the transfected mouse A20J and/ot L929 cells for the expression of 
human CD28 and selection of mouse A20J and/oKj-929 cells expressing human- 
CD28, \ 

e) immunization of BALB/c mice with mouse A20J and^or L929 cells expressing 
human-CD28, \ 

f) removal of spleen cells of the mice immunized in this way and ftising the spleen cells 
with cells of the cell line X63-Ag 8.653 using polyethylene glycoL and 

g) selection of the hybridoma cells received in this way with the conation that in the 
supernatant of selected hybrdoma cells there are antibodies containeasAvhich bind 
human CD28 expressing mouse A20J and/or L929 cells. ^ 
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1 5 . (Xmended) A hybridoma cell for the production of a monoclonal antibody according 
to claim 3 which isVavailable through the following: 

a) creatioh^f a plasmid by means of insertion of human-CD28 cDNA into the pHpAPr- 
1 -neo vector following excision of the Sall-Hindlll fragment and production of 
protoplasts frfcmi Escherichia coli (MCI 061) which carry the plasmid, 

b) fusing of the protoplasts with mouse A20J and/or L929 tumour cells using 
polyethylene glycol/ 

c) cultivation of the transacted cells received in b) above, 

d) screening of the transfecteXmouse A20J and/or L929 cells for the expression of 
human CD28 and selection oiSnouse A20J and/or L929 cells expressing human- 
CD28, 

e) immunization of BALB/c mice withN^iouse A20J and/or L929 cells expressing 
human-CD28 5 

f) removal of spleen cells of the mice immunizeUin this way and fusing the spleen cells 
with cells of the cell line X63-Ag 8.653 using polyethylene glycol, and 

g) selection of the hybridoma cells received in this waV with the condition that in the 
supernatant of selected hybrdoma cells there are antibodies contained which bind 

human CD28 expressing mouse A20J and/or L929 cells. 



24. (Amended) A hybridoma celL for the production of a monoclonal antibody according 
to claim 13 which is available through the following: 

I a) creation of a plasmid by means ofinsertion of human-CD28 cDNA into the pHpAPr- 
\ 1-neo vector following excision of the Sall-Hindlll fragment and production of 

' protoplasts from Escherichia coli (IVKS1061) which carry the plasmid, 

b) fusing of the protoplasts with mous\A20J and/or L929 tumour cells using 
polyethylene glycol, 

c) cultivation of the transfected cells received i\b) above, 
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d) screening of the transfected mouse A20J and/or L929 cells for the expression of 
human CD28 and selection of mouse A20J and/or L929 cells expressing human- 
CD28, \ 

e) immunization of BALB/c mice with mouse A20J and/or L929 cells expressing 
human-CD28, \ 

f) removal of spleen cells of the mice immunized in this way and fusing the spleen cells 
with cells of the cell line X63-Ag 8.658 using polyethylene glycol, and 

g) selection of the hybridoma cells received\m this way with the condition that in the 
supernatant of selected hybrdoma cells therk are antibodies contained which bind 
human CD28 expressing mouse A20J and/or 1329 cells. 
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